Collagen Internalization. Fibroblasts were serum starved overnight, then incubated with DQ collagen (25 µg/ml) for 24 h. Cells were washed and incubated with 0.4% trypan blue for 3 min to quench extracellular fluorescent dye. Then cells were trypsinized, washed in PBS, and suspended in PBS with 10% FBS. Internalized fluorescence was measured by flow cytometry using a GuavaPCA system (Guava Technologies, Hayward, CA), and the data analyzed with FlowJo software (TreeStar, Ashland, OR).
Flow cytometry. Skin samples (2.5 x 2.5 cm) from the shaved backs of wildtype and Mmp10 -/-mice were minced and digested in RPMI with 0.5 mg/ml Liberase TM (Roche, Indianapolis, IN) at 37°C for 30 min. Samples were triturated by repeated pipetting, filtered through 40-µm filter, and centrifuged gently. The cell pellets were washed twice and suspended in PBS to 1 x 10 6 cells/ml, and the cells were stained with Fixable Viability Dye eFluor 780
(eBioscience), allophycocyanin-conjugated anti-F4/80 (clone BM8, eBioscience), and Rphycoerythrin-indotricarbocyanine-conjugated anti-CD45.2 (clone 104, BioLegend). Cells were analyzed on an LSRII with FACSDiva Software (BD Bioscience, San Jose, CA) and analyzed with FlowJo software. Wound sites were photographed at indicated days. The wound size was measured using ImageJ (http://imagej.nih.gov/ij/), and the average of 4 wounds from each mouse was quantified. Wound closure was measured compared to the original wound area (n = 4 mice/genotype/time point). (a) Col1a1 mRNA levels were quantified by qRT-PCR using total RNA from wounds collected at the indicated days post injury (n = 4-6/genotype).
(b) Wound samples were collected at days 8 and 12 post-injury and homogenized. α-SMA levels were assessed by immunoblotting. β-actin was used as the loading control (n = 3/genotype). (a) Primary dermal fibroblasts from wildtype and Mmp10 -/-mice were treated with 10 ng/ml TGFβ1 (Cell Signaling Technology, Danvers, MA) for 6 h, then total RNA was extracted for determination of αSMA (Acta2) mRNA by qRT-PCR (n = 3/genotype).
(b) Fibroblasts (Fb) from wildtype and Mmp10 -/-mice were treated for 48 h with medium conditioned (CM) by M0 or M1-or M2-differentiated macrophages, and numbers of viable cells were measured using a colorimetric assay (WST-1). Data were normalized to wildtype fibroblasts treated with serum free RPMI. The assay was done in triplicate for each line of fibroblasts; n = 9 wildtype and 6 Mmp10 -/-fibroblast lines. Media conditioned by M0 and M2 macrophages did not affect fibroblast proliferation. Media from M1 macrophages modestly stimulated fibroblast proliferation but this response did not differ between genotypes. (a) Wildtype skin explants were harvested and cultured for 72 h. Total RNA was extracted from homogenized samples, and Mmp10 mRNA levels were quantified by qRT-PCR normalized to Hprt mRNA levels. Data are presented as ratio compared to WT samples (n = 6). (a) Skin explants treated with PBS-or clodronate-liposomes were harvested after 72 h in culture, fixed in 4% paraformaldehyde, and embedded in paraffin. Skin sections were immunostained with anti-F4/80 antibody. Number of positive cells per section was quantified (n = 3/genotype).
(b) Skin samples were treated with 20 µg/ml control peptide Src-M2-pep-KLA or pro-apoptotic peptide M2-pep-KLA and harvested 72 h later. Tissues were homogenized in lysis buffer, and equal amounts of protein lysate (30 µg) were resolved by SDS-PAGE and transferred to PVDF membranes. Immnuoblotting of M2-biased macrophages was done using anti-mannose receptor (MRC1) antibody. β-actin was used as the loading control. Immunoblot signal intensities were quantified using ImageJ. Data are presented as signal for MRC-1 normalized to β-actin (n = 3/genotype, * p<0.05). 
Mice.
Bone marrow cells from wildtype and Mmp10 -/-mice were cultured for 7 days in Mac medium to differentiate them into macrophages (M0). For M1 polarization cells were cultured with 100 ng/ml E. coli LPS for 6 h, washed, and cultured for another 24 h. RNA was isolated, and the expression levels of the indicated Mmp mRNAs was measured by qRT-PCR. Data are presented as ratio compared to wildtype samples and normalized to Hprt expression (n = 3/genotype). Presence of EGFP + cells in wounds of both genotypes was confirmed by fluorescence microscopy of frozen sections. Scale bar= 100 µm
